media and cells were allowed to adapt over-night. Cells were transferred to a Nunc-Nalge "lab-tek II" 4 welled glass imaging chamber and subjected to heat shock for 30 minutes at 37°C. M3 media was then replaced with a Hanks balanced salt solution (no calcium) for imaging. Imaging was carried out in an inverted Olympus IX70 Microscope (60x oil objective) coupled to a DeltaVision XYZ motorized system (Applied Precision). Cells were chosen from the glass plate and 16 bit images were acquired in cycle every 4 minutes. Each time-point consisted of acquiring a set of 3 images per cell, one with a CFP filter set (436±10 nm excitation, 470±30 nm emission), one with a FRET filter set (i.e 436±10 nm excitation filter, 535±30 nm emission filter) and one with a YFP filter set (500±20 nm excitation, 535±30 nm emission), all exposed for 500 milliseconds. All image calculations described were performed with programs written with MATLAB.
Figure S2. FRET and Controls
FRET is a non-radiative process where an excited fluorophore (the donor dipole) transfers its energy to an un-excited fluorophore (the acceptor dipole). FRET efficiency decays as 1/r 6 where r is the distance between the acceptor and donor, this property makes it a perfect spectroscopic ruler to measure molecular interactions around 1-10nm.
We calculated FRET as in (1), that is, we calculated the bleed through coefficients between the CFP and FRET filter sets ( MovieS1A. All Images from the cell in Figure 1A are compiled and played at 10 frames/second, top left is PER-CFP top right is TIM-YFP and bottom is FRET.
MovieS2A. MovieS2B. MovieS2C. All Images from the cells in Figure 2A ,B & C, respectively, are compiled and played at 10 frames/second, left is PER-CFP and right is TIM-YFP.
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